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(57) Abstract 

A monoclonal antibody which is an antibody specifically recognizing human 
integrin associated proteins and is an antigen inducing the apoptosis of nucleated blood 
cells having the human integrin associated proteins. Therefore, it is useful as an antibody, 
which specifically recognizes the human integrin associated proteins, in discriminating 
and identifying these proteins. Owing to the effect of inducing the apoptosis of nucleated 
blood cells, the above antibody is also usable as remedies, etc. in the fields of, for 
example, treating myelocytic leukemia and lymphatic leukemia. 
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- - :2|s:^BJ{i^ Integrin Associated Protein (I 

(rG-CSF) (i. 3^^3|M*ii$^«®^fb^ Jim^{gM^-&^r«H^ 
hbT^^nrVA^o vr>X®in V i V o(7)^®^{zS-:5§, ^^rG 

^tt^m^^nx\.^^o f^am-ecDii^3tJtocDp<:t;^XAhbT. rG-CS 
D 3tifii*s^ b ® ^ i: # ;t ^ tife o 

m^<Dmmo:)mnmmizm^iys mnmm^ifr\.rz r g - c sFizx^mskmm 
fLm<7)mm^M.^?>^ <. r g - c s f ^mi^vtc-^^xmmx ^ jgi&^Mm 
m (CF-im) ^mtLXy. ^sjiMH«^fflv>T^®3tjflisifti^*^ftf 

bfe^C5s in V i t r o-e©r3D-— f!)^rSI4*5J;tJ^i n vivoT® 
3gjfilMJ3a^mi^^.©fe CBlood, 80, 1914 (1992):)o 
b*^U ^^il#fliP^M»(-OV^T{i^ (CF-im) 
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mm^E y ^ D —^jvm.^^mm-r ?>^t izm.^^ b fee 
10 u -^ffl-rso 

— :^ >i=^ (Direct Expression Cloning) id cfcDxx' 
'i'XIntegrin Associated Protein (v«>;:^IA 
P) (Genbank^ Accession Numb e r Z 2 5 5 2 4 ) T?^ 

15 ^^t^^tHl^tco 

^^iz. lulBBMAP- ltrL^^®ftffl^^ I AP^illE^^Abfem^ 

m^i^mm^m\^^xmi\^rco -rti^tD-b. -x">::^iAP^!^]KbTv>>&v^jur 
katm{3. mmiz^^-^^xi AFM^^^mxi^. -^^t^iaf^^m-t 

^IfflJia^ (R e c omb i nan t Jurkat Cell) ^ftMb^ B 

20 UAF - liji^cDmm-^^^i AP^mmmizMT^^m^MT sm^^uyv 
99)0 

J'>l±®^M^-S-:3^^ bhCDIntegrin Associated P 
r o t e i n iiiXT^ h I AFtT^ ;J.Cell Biol., 123, 
25 485-496, 1993 IZT ^ y MMm^ XX^Mmmmmm ; J o u r n a 
1 of Cell Science. 10 8. 3 4 1 9-3 4 2 5. 199 
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5) ^mmt'T^'Ey ^u—i-)vifim±. mmWsm^mmir^BmmMmmm (# 

g^s ^^H^#{i;^ bhintegrin Associated Protei 

-r^t)t>. thcDIntegrin Associated P 

rotein (thIAP) <&#1-^*^lf[lMW cttJ^" U 

cDirM-. St^fi. ^M^y ^D-:^;i/tjT;#:<&0^^-&S7N'l':ri; h---x'^||#t-r 

^i^lCs Integrin Associated Protein ©^tl 
i:bTii. >f >7^^^U >®aV/3 3©/?tgl3M-&baV/? 3 ii^OU:j!f> K (L 
15 i gand) b b P^-.^^> (Vitronectin) tCD^^^^W 

f (J. Cell. Biol. , 123, 485-496 (1993)). 

Biol. Chem. , 268, 19931-19934 (1993) ). fe^ 

20 oc. Natl. Acad. Sci. USA, 92, 3978-3982 (19 

■rtcti-ib. :^mMi:^i^^'^y ^rD-i-)lifim±. bMntegrin As 
sociated Protei ii^!>^mm:LmM'r^im-X$>^o t^oT. b 
25 Mntegrin Associated Protei ncDfiSU. MUm^ 
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^ 2is:^BJCD^y ^ D— :h;i/tn;#;{±. thlntegrin Assoc 
iated Protei n^mT^^mmmm (#fll^«*?<fct>'U >^n' 

- - (ap o p t o s i s) hl±. ;|^^D v-^^VDNAy^P'^^ U:tV— 

ell, 66, 233-243, 1991)stn;CD43 tfii^ (Blood, 86, 
10 502-511, 1 9 9 5)>ifLHLA Classlal Domain (B 

lood, 90, 726-735, 1997) tfii^mt^^ ^t^. ^IgBj^tcfl^^. 
Integrin Associated Protei n^MM't ^ifii^t^^ 

T^ *^B^{3^a^y^D— ::^;^^n;^^:{d:^ Integrin Associat 

15 ed Protein ^m^mizmm^mti^irii^r^^ ^tc. Integri 
n Associated Protein ^WT SW^J&rMJia (#SI^« 

cfc D b¥ b < tt> 2^^0^(i^ Integrin Associated Pro 
tein (lAP) ^Wr?>^1^ifiirt«(-T4^° h— S>X (ap op to si 

25 s) ^m^T^'^y^ ^t2—i-)itjm^i^'^-r^%(D-v^^o 

^ ^ 2^^H^(±> Integrin Associated Protei 
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n (lAP) ^m'r^mmsisimmmiz.-rn<h—>:7. (apoptosis) 

mH±. HL— 6 Om^©mRNAJ:Df«bfecDNA;ip^PCR^-e 

15 - (M) . b h I AP ( 1) . /3T^^> (2) ^^N-To 

|2I2ii^ t h I AP^|g?a^-&:feL 12 1 0«®truCD 4 7 tn;i*:{3 J; b 
h I AP(>Q^?i«&^t-|lIT-$)?)o f— ^{i. mmtlyXpCOS KD^^MB 
^mAVtcL 12 1 0«§^n1-o 

El 3 {is h h I AP^^JI^-fr/iL 1 2 1 0mm(DmCB4 7^m:iX^li 
20 h I AP®^3Ea«5£^-ril|-efeSo b°— t M APjtfe^=&#AbfeL 1 

c t L 1 2 1 0«o ^5f|iJ®t:-^{it h I AP^^i^^H±feL 1 2 1 Olffl 

mx^^. mmm-^iz^Ltz'^t'T.cDikmitm^Mz^ h i AP^i«bTi^§ 

25 Ct^^fo 

Hsti. M-r:^'; ^«-■x'c7)^g«±?i^fflv^TCDii5ifi^1l$|J^®^ (jurkat 
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mei±. /N^:ru ]'—'^(Dmm±m^m^>'C(Dmmnmmm. (arh??^ 
- - milts mm±mi^ j; j u r k a t mmiz-M-r ^nr^ h -s^:^ if 

^^S^-To R h— S/>^®J:b^ (%) ^^U 7. 4 3%T*$.5o 

EI8{i. tg«±^i{3j;^ J u r k a t «C3^-r h-^>v^l§M1^ffl 
(P I^^{Cj:2.M/f) ^^1-|2lTafe«9^ 7 D 2-E 3®®-^(D^m^^-ro R 
KiT^^ h— S^^CDib^ (%) ^^U 9. 8 4%T'$)^o 
10 EI9«^ t§«±^i{3j;?, Jur ka t«ic^-rSTJt? h— i/Xli^f^ffl 

(P I^fef3j:^m/f) ^^N-riair^Dx 1 1 C 8©J©^(7)MII<£^s-ro Rltt 
h-S>X®J:b* (%) *^nU 15. 3 
Ell 0{i. i^«±m(3j;:g,HL— 6 0«l3^-r h-^-^^SI^ftffl 
(P I^^l3j:?>li^/f) ^^s-TKT'feDs ^>rH^hbfe8G2(7Dig«±m®«'&® 
15 ^:^^^-ro M 1 h— i^v?.®l:b¥ (%) S^nUs 6. 9 4%T-feSo 

El l{±s ig«±vi{-J;-2.HL— 6 0»{3^t-rs:^4< h-i/XM^Bf^ffl 
(P I^fe{;iJ:-S^tf) ^^N-TEI-efei^x 1 1 C 8<D«'a-©3|gm^^-ro Ml id: 
T:^ h-i^:^©^ (%) ^^U 12.1 6%T$)?)o 

HI 1 2 Afi. KM— 1 0 2 ^HL — 6 0 h-^'X 
20 ©lltif (TUNEL^) -e$)Ds bT 9 C 5 ©tg*±?ft^ffl 

HI 1 2 B{i. KM— 1 0 2 hHL — 6 0 «t ©±fc±§»^T®T4^° h-^^y!. 
©Mif (TUNEL^) t^^s ^[^fMhbT 9 C 5©^g«±vi&fflV^fe?^^^^^ 
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HI 1 3 A(i. KM— 1 0 2 aiHL — 6 O^JJS^CDitig^^-ecDTJjf h — i/X 
(Dmm (TUNEL^) 1 1 C 8 ©tg«±?i^fflV^fe?^^^^-r fiMSI 

^^^S-^^So TUNE Ll^t4«;^)^^ia 1 2 ct D^^tlto^tiSo ddT-T^" 

01 3B{is KM— 1 0 2^HL — 6 0 jffillSilcD^tig^l^T-OTJt? h-i^^^© 
mm (TUNEL^S) -e^O^ 1 1 C 8®^g^±^i^ffll^;fe^^^^1-*^-SI 
UmMMil^ho TUNELI?iMfla>b^'l2ll 2 J:D#^sf.to?)n^o 

10 1 0 o<g-r*>So 

mi 4tt^ ^N^:7Mj K--^«7D 2-E 3 43J:rf 1 1 C 8 J: DlSi^^n;^ I 

T-pb- (M. M' ) . #M7C^{^T'®-x'.>Xl gG (1) . 7D2- 

E3 (2). 11C8 (3)^ ii^^{«c7)v>i7^ I gG (Igffi) (4) . 7D 

15 2-E3(5)s 11C8(6) ^^^o 

miStts HL-6 0«^fflV\ CD4 7®|g?i^7D-it^ h >J- 

EI16{i. Jurkatm^fflV\ C D 4 7 n— tf--r h ^ h U 
- (3 J; D i¥l/f U ^ ?N -r o 
20 I2117{i. b M AP>&?HET#AbfcL 1 2 1 0« (L 1 2 1 0-hI 

AP) (7 2^^-r >) T?}^ h-$/;^M^f^ffl&^N-r;fe 

> h n— bTs m I g G (10// g/m 1 ) cDM^^fe^-To 
nil 8{i. b h I AP^feitfE^^AbfeL 1 2 1 0«^fflV>fe (7 2mf^ 
>=3rj.^— Sy3>) ^ MABL-1 ( 1 0 // g/m 1 ) h — ^yX^.feft 

25 M^^-To 

SI 9{±. t h I AP^^lfe^^AbfeL 12 1 0«^fflV^fe (7 2^P^ 
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^ >:^rJ-^— i^3>) s MABL-2 { 1 0 u syml) (DT^f^ h—>xm^<^ 

EI2 0{i. Jur ka t«SfflVA;t (4 Smm^ >^^^—iy3y) . T 
1) (Dm^^mTo 

0 2 1 {is Jurkat«^fflV>fe (4 8BtP^^>:apa.^-i/3» , M 
ABL-1 (1 0//g/ml) h-i>;^il^f1:ffl^^-ro 

|212 2{i. Jurkat«^ffll>;fe (4 8B#fP^^>=^:i--^-^>3>) . M 
ABL-2 (10/zg/ml) h— i^^^^v^Bf^ffl^^-To 

132 3{i. fc M AP^Jtfe^^AbfeL 12 1 omm (L 1 2 1 0 -h I 
AP) ( 7 2[^PEli^ >^^^-^>3 >) •T^'h—ty^mM'^m^^^-rtc 

i?)®iJ> hP— bTs mIgG (10A6g/'ml) ®?|gm*^fo 

|1I24{±. F abffclbfeMABL- 2 ( 1 0 g/m 1 ) lcoV^T^ t M 

AP^?tfE^#Ab:^cL 12 1 ommiz.MT^Tn'- h— s>';^^s^#M^^-ro 

1112 5 Fab^bb/rMABL-2iri;#:cDSD SmmM^K^^-To 
1212 6 {i. MABL- 2T-^gb;fem^t^^#S9r^^ll^(-M;aUfe:i^S 

EI 2 7 {is mmm 5 (2){3i5{t-5 e lis AtDM^^^s-r o 

Il|2 8{±. F (ab' ) 2<bb;^cMABL-2^^gbfeJtJ^{;i^#^^/b^' 
EI2 9{is F (ab' ) 2'fbbfeMAB L - 1 JrG^^s :Rt>'MAB L - 2irL#: 

® s D smm^/ictt^i^x^^-ro 

EI 3 0 {is MABL- l:fej:tJ^MABL- 2^^^aigbfeil(C:^5V^T^ Jflft't 
h I gGMJS{30VNTM^n^g|#^Wk W^'^jjm^^f o 



8 



wo 99/12973 



PCT/JP98/04118 



n Associated P r o t e i n ^^fmj^ h ^i^i^lJl^Mm^ 
^i^^M t lyXs thintegrin Associated Protei 

15 tafa^ft^ni^hbTii. tulBL 1 2 1 0 fI^mx.#^«(cPS^-r\ h h I n 

tegrin Associated P r o t e i n ( I AP) 
■g>V>{iRr^>fbM®t h I AP^^ffl-r^«l2:*)MltoItfeT"$>?)^ tulBL 12 10 

25 D-v«i:oD3S'^t4^^^#J^bT3liR-r§®>{)S$f*b<s 
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^m±. -m&0:^m:iX^. m^i±. BulBt hintegrin As 
sociated Protei n^^MT^ L 1 2 1 om^m^i^mm^^m 

MhbTJis -r-^iiz^^cDU^commw^. m^\s.. ps (psxesAgs. 

6 5 3) CJ. Immuno 1. , 123, 1548 (1978)Ds P3-U 
10 ICCurrent Topics in Micro — biology an 
d Immuno logy, 81, 1-7 (1978)Ds NS-1 CEur. 
J. Immuno 1. , 6, 511-519 (1976)Ds MPC-11 CC 
ell, 8, 405-415 (1976)). Sp2/0-Agl4 CNatu 
re, 276, 269-270 (1978) :i. FOCJ. Immuno 1. M 
15 eth. , 35, 1-21 (1980)). S194 CJ. Exp. Med. , 
148, 313-323 (1978)). 43 <fctJ^R 210 CNature, 27 

7, 131-133 (1979)) mifumiz^m-^n^o 

^)]ytyrL^^ >e)(Milstein et al.) (Dl3\i. CM e t h o 
20 ds Enzymol., 73, 3-46 (1981)) ^tc*^ DTfro CI 

(PEG) . (Hvj) mt^^m^n^ mz.^ mmzi^^m.-^ 
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- ifimm^m-^^^. mi^. mj^ifc^i (fbs) ^©iMriMr-g^f^ffli-sci^*) 

^b. ^to3 7°C^J^{zMab/rPEG^^rt. ^iJx«\ ¥J^^^« 1 , 0 0 0- 

6, ooogj^®PEG^. mm. mmizm 3 0 6 0 % (w/v) (Dm^-^m 



11 



wo 99/12973 



PCT/JP98/04118 



5 :*:^Ba{3^ ^ ^ y ^ D -:^;i/in;#:{d:. ±H3a5iB^ b:fein;#:®:^^t? % t £^ '^0) 

Tn bhintegrin Associated Protein 

^nmmzUMT^^cDX'^)^. thintegrin Associa 

ted Protei n^^-r?>W^M» (#ISl^m*5cJ;t>''; >7l^) 
10 TjK h — S/::^^^^-r§%®-rafen(ictV>o ^?)WfM-WJ;t{^^ Fab. F (a 

b' ) 2. Fab' i^mf^n^o ^^iz, f^SiTM-®f«a^'^^W >s ^r^> 

JiHB^: y ^ n — :J-;i/JrL<*:i±N thlntegrin Associated 
Protei n^^iSU W^JfilrMISt-T^^ h-iyy^Siljg-ri.^^'s mmiz I 

20 

oiz^ hhlntegrin Associated Protein ^^^&)} 

25 :*:^B^CD^y ^P— :J-;i/in;^{ifc h I nt e gr i n Associ 

ated Protei n^feWf ^WMr^flS (#ISm«*5 J:t/U >7W) 
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T(i4^{3MPS{i^l^*^\ 5//g- 5 0 Omg/kg®lBHt:■^fe^Cli:;^)^"$f^bV^o 

mz. :^mM^mmmizm':^\^^xmizmi^mizmm-r^t^. :^mMi^^mmm 

(1) ^^trii^^^^g^ 

^f^trii^iibTs BBA-^^T^m^CD&Mmmm^h 12 1 0« (ATCC 
^#^CCL-2 19, J. Natl. Cancer Inst. 10:179 
— 192, 1949)(3bblntegrin Associated Pro 
tein (lAP) &.ii^^ab?t«»^fflV^T^^:Jl^ft^^To;feo 

b M APC9jt<K^(i^ HL- 6 Ojffl»®mRNA (CLONTECHtt 
m) J;»3f^MbfecDNA^^^i:bTt h I AP^^e^^^^lH^U^i^or^ 
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4-^— (-lr>^ • r^^rv— iibttts GCAAGCTTATGTGGCCCC 
TGGTAGCG>&. T>^-t>X - ^ ^—t\^Xi±s GCGGCCGCT 
CAGTTATTCCTAGGAGG^lSfflb}to ) PGR l:i<J; |9 t M 

- -AF^mmvtz mi) o 

5 dCDP CR^i^^^D— — ^^J''^^^ — P GEM-T v e c t o r (:7°p:^ 

>bs I n s e r t DNA®:^aia^!j^DNA^> — ^ai>i^— ( 3 7 3 A DN 
A sequencer, AB IliM) izxmtM.^^. ^^i^^ ^-p C O S 1 J3 

10 ^J^^^^ — p CO S 1 pEF-BOS (Nucleic Acids 

Research, 18, 5322, 1 9 9 0 ) CD^' 'J ^n"^ ^ ~7"T'fe D ^ t h 

A.f£mM^^^—^h 12 1 Om^lZ DMRIE-C(GIBCO-BRLttM) ^fflV>T?l 
15 f5^#X LGenet icin (SI^^S Img/ml, GIBCO-BRL ttM) J; |3 ?g 

20 hl^XmiRLtz (1112, 3) o CCDrffi<^mx.ft;L 12 1 0 IBlfia®^g«^Wi^ 1 
0%4^Ji&BJfiim (FBS^ Moregat ettM) ^ I s c ov 605(^0 u 1 b 
eccotgm (IMDM) ( G I B C O - B R L^M) ^igifeh btlSffl U 

^^m^tvxi±. h 1 2 1 ommtm^-^^^x^^'DBA/2-^o:^ (b 
25 <fe^fflbfeo m.mmmzmmvtz\i hintegri 

n Associated P r o t e i n ( I AP) ^itfe^^AbfeL 1 2 
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- clCDHamJ^ 5x10 1 0 B mjf^^rBmtr 3 \B]±%^<D-^'t?X 

L 1 2 1 O^^cDfg'^t^^F AC S can (^^ h > • ^ydr>V>1:±M) 
f3J:!95ttSb (1214) s rS^l®M^iftv^M#;^3-3V^T^ 4lfl]S®^^®^ 5 

( 2 ) mmm^ 

±13® v-^y^^ejismbfeM^w^s 3ffiilbfeM«^?i^*bfem^ im 

DM±gife4'{::MU v?ji^-&> ?t^{3?5fe#>^=ff ofeo ^-^^^ • ^nip- 
'^MB.^'P 3 -U 1 C Current Topi-cs in Micro-b 
iology and Immunology, 8 1, 1 - 7 ( 1 9 7 8) 
') 1 0%mi^ifilvi (FB S. Mo r e ga t ettM) <^^*-r^ IM 

BumMizxi^mi^. mmizmmiMDumm-Q^^Wi. ^® i x i omt. 
mmmmm 5 x i o ^ ^'A>t^m\zAnu^ b^ 5}< u 315^ > ^* u 13 4 0 

00 i^mt^^tm) izX-oXm^ tCl in. Exp. Immunol. , 4 
2, 458-462 (1980) D t3t^V>mife^^H±feo 

^v^T's ^t?Jnfei!l^TO^^ 1 0%FB S:feJ:tJ«ife^moti»'JM (B 

M-Condimed HI, ^- U >:*f— • v>M-r AttM) ^^tflMDM 

tgife{3T?Jv^b9 6m(D^:r.)\yy'U-hlZ'^miy. 5 % C 0 3^ >:^a.^— ^ — 
4'-e3 7°C-eig«b^co SgBi-HATM*;^l§lt*5J;mi»J»J^^tf 1 0 %FB 
S • IMDMi^ftbfcg^bTl§«^ilii^U ii^$l^^^^;feo 
^iz, ei® bTf#^tLfei!fe^«fc-ov>T^®ig«±?f ®«tg^ eifll^ 
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(3) ';-->^'^ 

5 ® -^y^^'J— ->^^ 

thintegrin Associated P r o t i n ( I AP) ©?ft 

i^i'^mi^-TmxLrc-^^:^mB.mnmmm (cf-i«) mmmmzm\^^ 
tz\i h I AP^^i^-rsL 1 2 1 o«^ftM-rs^Mffli/;tr^y;^ k^ibi— 

10 xl 0 V'^7a:;i/T-Mbi|^^Tl§#U ^©^2%PLP (periodate-lysine-p 
araformaldehycle)(3j: DH^bE L I S Affl:7°b- h ^fti^b;^co h 
1 % B S Ammi:^X^U-Q 1 Bt^ 7' P :if- > ^' ^ ^ 

/N-r F— -x'^ig*^?^^ 50ui mijwi^^ux imm^ >bfeo 

t;i/:*7 'J :7;j-X7T^— ifT-^^;i/b;fein;-^'>:^ I gG+A+M (H 

15 + L ) (^f ^ p< ]^^±m) ^mm \^mux i b^PeS-t >^a.^--^> s > b^ 

S I GMA 104 substrate ^"^^tM:) ^S^itJS Img/ml 
Snb^fit?-r >^^^— i-3>bs tbrSta^ x'-i'^nri/— h • u-^J^— (Mode 
1 3550, /N*>r:t^^y KttM) T^iJ^bfeo 

^(D^g^s ^N-r^'U F-x'^Z 8 8 0 ^ :^)llzmmh'^(Dp^2 0 8 9 

20 x'CDmia^fiiif.b i s i ^ jLjit^-}!^.^^.^ v ^xm^^x$>^ 

fzo ^db\ lt14^fi^hbT(is x">y^IgGl^. l^tt^H^^bTfiinlb hCD4 
7$n;#: >S^:ii>ttM) ^^ti^tis 3/zg/ml ^iJ^T 50At 1 ^^jpb^?^ 

25 -^^X^>;-->^Tl^^4h^J^bfc^D->^30V^T^ ^^^^^^-pCOSl 

(D^'^m.ii.^mXX^fzCY-imm^nmhX^X. Uhlntegrin A 
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ssociated Protein (lAP) ^^MT ^ CF - imm^m^ 

mmmizmm-r ^ti^^ip^^^ u-->yb;feo 

bT> b h I AP^<D#pe«3M^^EL I SA©l!RlSJ^T-*l{3^bfeo 
(^1) ^N^:7''J K--^J§«±m®t h I AP{z^t-^#Se^iig^®EL I S 
AT^®»^/f 



10 


<Raw data> 


PBS 


ahCD47 


7D2 


11C8 








3//g/inl 








CFl-pCOSl 


0.185 


0.160 


0.189 


0.149 




CFl-hIAP-55-8 


0.192 


0.456 


0.568 


0.812 


15 


<Subtracted> 


PBS 


ahCD47 


7D2 


11C8 








3//g/ml 








Specific binding 


0.007 


0.296 


0.379 


0.663 



20 (D H<^X^U-->^' 

U— ->^-^l^t^^*'J^b;fe^D->^c:■^v^T^ Jur ka t« 
(t bTW; *5J;t>'ARH 7 7m (t h ^o^D-x'm^) 

^fflV^T±i»M^m^^f o;feo Jur ka t«ii5X 1 0^/'>:ii;i/Ts A 
R H 7 7 mm± 1X10 ^/"i; :ii;KD«m-e 9 6 ^7 h 100 1 xm 

blO/zl^U ^2BP^tg#^MTS{3j;D«^^IBiJ^bfeo >!^fi^i:bT 
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1 0%FBS ^-^t? IMDMi:gifei3J:t>'— U— ^>^5''-el^ttT*$.ofe^^D — 
> (8G2*5J;t>'9 C 5) Ol§«±M^^tl^ti 5 10/zl •rom;!jpbfeo 
^(Dmmi±s lie 8. 7D2-E3 (7 B 2(D^y' • ^V — y) . 13F1> 

- '2 F 1 2 CO 4 ^ti->^^\mmt\^rmmMm^^m 5 , e i:i^^\^rzo 
5 (4) ifii^(Dm\^ ' ' ' ' " 

Q lies, 7D2-E3. 13F1, 2F12 (Dmm±miiZ-D\,^X. ^ A y 
T'^t)'^o^ thlntegrin Associated Protein 

( I AP) ^mMr^cF- imm^ % ^ x-jvyu- hizmmi^EL i sat- 

^HiJ^bfeo lies, 7D 2-E 3(±I gGT-fet). 13F1, 2F 

1 2(il gMT'feofco 
15 (D ±h3©4 ^P — >®F^ 1 1 C 8 , 7 D 2 -E 3® 2 ^P — >{3^V>Ts DN 
A®ifTmb^:7P— y--f h^hU— (FACScan,^^h>-^V ^y^>V 
>nm) -eJurkatJfflSS. H L - 6 OTO^fflV^I?^^fi^bfeo Jurkat 
»<&fflV>Ttt 1 1 C 8*5j;r;f7D 2 - E 3^3-^V^T^ HL— 6 0$Blia^fflV>T 

{ii 1 csiz-Di^^xm^htzo 

20 1 2 '>:ii;i/©:7°lx— hl3. J ur ka t|fflfla*5J;tFHL- 6 0«^^n^'tl 

4X1 0^X'>3i;i//2mlT»«bs 7D2-E3*5«J;t>'l 1 C8©i§«±^ 

<&2oo/zi^mijpb2BP^i§«^s m^iz^i^t^o nmhi^xit. sG2(Dmm 

±visi5i^a«bfeo «§t§«7°u-h j:f5[i]iRb2ooxg-eiffljja^^^3/ h 

&2ml©^^70%ai^y— ;i/4i(c4°C-e60^f^@I^bfeo ^v>l:\ »^^/C^b^ 
25 1ml CD PBS 0. 5 m 1 (DP B ST^Mbfeo :i© 0.5 ml cD«it 

>:7*;i/{3^b"r 0.5ml ©RNA s e (Typel-A, Sigma, St. Lo 
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uis, MO, USA, Img/ml in PBS) ^U^. ^\^^-^. Imloae? 
'fb7°Dt:i^'>A (P I , Sigma, 100/zgXml in PBS)^Mi:: 

^(Dl^m. EI7~9, 10-11 IZm-rmi^. 7 D 2 - E 3^3 J; tJ^ 1 1 C 8lD 
tg«±?i{i. J u r k a t mmiz. 1 1 C 8 ©ig«±^^{iH L - 6 0 «{3^b 

© ±iB® 1 1 C 8®i:g«±ri{^ov^Ts t hMTOaBfla^KM 1 0 2^:7 
-Y-^-l^^i'-ilbTHL— 6 OTOi:®^^l§«I^Ts ^n^Oi§«±^dSH 
L— 6 OifflflSJciT'T}^ h— i^y^^^d-r^JP^/^P^I^S^bfeo 
-r^S^t^-^N 2 '>3i;i'®L ab-T e k Chamber Slide (-^JVP 
^ >^-:hi>3:>-;i/ttM) i-KM 1 0 2|fflJ3a^Mbs ub— c o 
nf luent(D^miz\^, Cl®±(3 1x1 0=<@CDHL— 6 0 Ifflflg^JS^bi^ 
1 Bi§«b> ^®^^l^«bTl^^V^HL— 6 0 W^l^* b|pIB#(3±sBcDJg«± 
fi^glfvlJ^t: 1 0%h^^J:^i3Yttb2 HPfgtgftbfeo 1 
0%7^;i/^U >-eS^bs TUNEL& (ApopTag Plus (Onco 
r^m) ) {::ctDT4^'h-i^;^^^cibTV^aHL— 6 OiBJia^lltmbfeo ^® 

mi 2, 13 ic^-rai3 1 1 c s (Dmrn^m-vii^. nmcoM m ap iis 
( 5 ) fcT;i*:o)iittt 

I gG^0^-r?>7D2-E 3:fe<tt5 1 1 C8®^n->®«^^s ^ 
^i3t^lArU>^^>iS-^S5tefTbfeBALB/'c/AnNCr j x"j7:x (cT", B 
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M) T'JitMU PBS l!3S*ffbSD S-PAGE{3J; D^'^'> 

^>!^^^b■rSmM^^f ^ 7D2-E Sjoctti^l 1 C8®^D->®I g 

±fB®^^i^^J{z:feV^T{i^ ^#Jn;i^i: bTs BuIBb hintegrin As 
sociated Protein (I AP) ^^^STSL 12 1 Om^^ffl 
b:^«^^3-^V^T^J^^b;t*^^ flb®t h I AP^^^i1-sm$)^V^{ib h I A 

:$:^B^®^y ^P— :^;i/tri;#:®irLb hintegrin Associate 
d P r o t e i n ( I AP) tr^#;^0££•rS^^^ 7*U DBA^'x''^ 
XJi$«i:x'>>X • ^ j:d-x'«^P 3-U 1 ^il«hbTf«^tlfeifM 

m^mm%m (B«^Mm-^<(*rifmiTB iss^) iz, 199 7^9^ 1 

1 Jul APJrift: (^'>:^^N^rU F-v 1 1 C8-F8 (11 CBCit^' 
^P->) , MABL- 1 il^^bfe) s ^IE#-^FERM BP - 6 1 0 Os 
Iril APi/ift: K-v 7D2-E3 ( 7 D 2 P->) > 

MABL- 2 il^^bfc) ^ ^fE#^FERM-BP- 6 10 1 hbTHI^WfE 
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lOOng/mUzaii^bfeMABL- 1. ^^ctti^'M AB L - 2 Jnl^^ 500/z 1 
ISOTYPING KIT(STRATAGENE tt^) lz:^n'^^y h LfztC. 6> M A B L - 1 {i I'i 
Gl. /c-e^Ds MABL-2(d:I gG2 a. atT^S^ h*SB^^5tP^:^(:ofeo 

Hm^J 3 ( h h I A P ^^m-r S t h SMIfflfla) 

$fflJia^*{3*5{tS I AP©^Sa>^7D— !t-r hp< h U— Tl^^bfeo t h I APtt 
CD 4 7 ^I5]^^#^^nTl^•5Cl^;^P^(Biocheln. J. ,304, 525-530,1994), 

K 5 6 2«s ARH7 7«> Raj CMKm^fflV^feo « 

li:. 2x 1 0 V-9->:7-;i/^U fciCD 4 7JrCWiSi^?iJKT- 5>ag/ml 

y^^^—hLs =l}km.m±F I TC+SiibfetrLV^X I gGin;#: (^^ h 

5 (HL-6 0) Rnmi 6 (Jurkat ) {C^^^s V^f'n^^ffllS^*) I A 

P ^^i^ bT v> S c i: ;b^-H^ 5) ^ feo 

IIM^J4 (in V i t r o-^cDT4^ h— S^;^^^) 
(1) b M APS?t<E^#AbfeL 1 2 1 0«s Jurkat«. HL- 

6 Omm^m\^\ MABL- l^^XfMABL-2ifii^(D-r^^h-^>7.mMi'^m 
^Annexin-V U >:«-x'>7N-r AttS^) (cJ;»3tM^bfeo Ann 
ex in-VtJ;:|,^tf©M^^EIl 7~2 2 ic-^n-^'ti^bfeo Ciei-eia®^ 
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BL - l:}3J:t>'MABL-2^ lO/zg/mlT-^fflU fc h lAP^MU^mXl^ 

L 1 2 1 0 mm-^i^. 4x10 mcDmmr^ 1 2 ^p^. j u r k a t wm-r:i± 

-6x10 ^iia©«-e4 Sm^^ h bfe^^ Annex i n-V{zJ; 

5 DM/fbfeo Ell 7-2 2\,zm-rM.^. mm^t^m^ibfif^i i^r 

HL-60«Ttts MABL- 1 =S 1 0/zg/ml-^MfflU 1 x 1 0 

TAnnex-V^zJ; DMb. [lllitc W^^"f^.to ^tifeo 
(2) F abfbb;feMABL- 2^^;#:^3^l^T. b h I AP^^jlfe^^AbfeL 
1 2 1 0W{3^T^T5Kh-i>X^^ftffl^t^»d-bfeo T^tD^s t M AP 

10 ^^t<K^#Al>:feL 1 2 1 0«^4x 1 0^MT'i§«U *rL#:iiF a b>fb bfe 
MABL-2*5J:r>'^®>ctBS^bTvH7:::^I gG^ 1 0 //g/mUfJ^-e^ffl 
7 2I^P^-r >^^^- h bfef^s Annex i n-V-eiRiJ^bfeo ^©^mtts 
^bVAiBJia^^fI«)?)nfe (02 3, EI2 4) o MABL-2trL#:©Fab>^b^±^ 
> (tTT^^I^M) T'MbM^bfe*)©&ll®^{3#tbfco Fab'fb 

15 i^taU AB h - 2tKmZ'D\^X\±. ^(DST> Sm^xkWi^Z ^^MmMXytz (1212 

5) o 

5 ( i n vivo X<DTM V—i^^o:>^m) 
(1) MALB- l*5J:t>'MALB-2 (Whole IgG) iz^^h^^ 
h h I AP>fefgiE-rSKPMM2« (t h ^J^D-vm-l*) C I D v-T^; 

20 :^iz^m.\^. ^ffi^l OHa^clMABL- 1 j5J:trMABL-2 (Whole IgG) 
^^n^n5>wg/head. 5 0 /zg/head (n = 5 ) ?^#lIl#MF*iI^-^U KPM 
M2#ffli^2 8HglCjfil4^I gOam^EL I S At3T?BiJ^bfe?^^> ^^^bfe 
Cl^«sl'>^n/^co ^^(^^#^PBl(C-3l^T^t^ftbfeo MABL- 
l*5J:t>'MABL-2^^abfcS|-e{is ife^Jt h I g GaSicooT{±m#55^ 

25 WJ*5B?>n^B5«^m^^Nbfe (EI3 0) o ^^{c^#^P^^m^«Sbfe 
C h*sfc)d>S (02 6) o 
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(2) MALE- 143J:t>'MALB-2 (F (ab' ) 2) izX^M^iJ 
MALB- l*5J:r>'MALB-2JrL#:^^ri>>lcJ:»9Yi^bb7°D5^^ >AlzX 

K)mm (^T^nm) b^F (ab' ) 2^m\^\ f cmm^if\-\^rcmmmm^'f 

2 m (t h ^3^n--^J|fflJ3g^) CIB^^ Xlz^mC. F (ab' ) 27b 
bfcMABL- l*5ctt>*MABL- 2(D 1 0 0 >ag/'head S-^i^-etts ^*t^6 
BE. 10B@(3. 1 Oi^ctt^S 0/zg/heacl^S^i¥-e{ii^-¥f^6s 8s lOB 
a(c:#Ml^^S#U J&ffl gGliS^^*t^3 0 BBi^EL I SAizTiRiJ^bfe 
(1212 7) o ^^13. ^#^^{3-DV>-C4)^*S^9 0 BST"l^8^b;feo 
MABL- l*5J;r>'MABL-2^^Sbfel¥-etts J&'t't h I gOm&iZ-Dl^y 

j^SbfeC:il*st)d^^ (ia28) o ^jb\ F (ab' ) 2'fbbfeMAB L - 1 tri 
:5^UfMABL- 2J5t;#:(DSD S«^^/1ci!j^*^0 2 9 t^i^N-To 

:$^^^^(D^J ^ n—f-)\ytfii^l±. thintegrin Associate 
d P r ot e in^mm^izMm^^ijii^-C^Kfs Int e gr in A 
ssociated Protei n^^-T h— 
^jgcll-lrLM-e^So ^^&oT^ bhintegrin Associated 

F r o t e in^mmmizmM-r^ifii^ti^X. ^n^^Ms lRl^-r^®{3;& 
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1. Integrin Associated Protein (ZAP) ^ 

WrsWMi&r-^lfflfla^-:^^" h— (apoptosis) ^^^b-T^^^^d 

2. Integrin Associated Protein ( I AP)& 

mir^^^ifa.m.mmi^'r^^h—>^ (apoptosis) ^m^T^'^y 
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IEI2 




O — ( III 11111} I I I lllll| I I I M I II I I I I I 

10° 10'' 102 103 10* 

FL1-H 



ISI3 
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Growth Inhibition of Jurl<at 
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S 10a«I 







NT 8G2 11C8 2F12 13F1 7D2-E3 
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Growth Inhibition of ARH77 




Cont 8G2 11C8 2F12 13F1 7D2-E3 
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IEI19 

^ 980713.006 




4 



Annexin V-FITC 



IEI20 

980522.001 




Annexin V-FITC 
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SEQUENCE LISTING 
5 <110>CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120>Monoclonal antibody inducing apoptosis 
<130>CGS98-03PCT 

10 

<160>2 

<210>1 
<211>26 
15 <212>DNA 

<213>Artif icial Sequence 

<220> 

<223>PCR primer 

20 

<400>1 

GCAAGCTTAT GTGGCCCCTG GTA6CG 26 



25 



<210>2 
<211>26 

<212>DNA 
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<213>Artif icial Sequence 
<220> 

5 <230>PCR primer 
<400>2 

6CGGCCGCTC AGTTATTCCT AGGAGG 26 
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